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Essential hypertension (EH) is a chronic disease characterized by a variety of causes of elevated systemic
arterial pressure, which often causes functional or organic damage to important organs such as the
heart, brain, and kidney. Hypertension of excessive liver-fire syndrome is a type of classification for
young people with essential hypertension. The disease is slower in its onset and its symptoms are more
ambiguous, and thus its pathogenesis is complicated and still unclear. In this study, aconite, dried ginger
and cinnamon extracts were combined with L-NAME to establish a model of excessive liver-fire
hypertension. Blood pressure (systolic blood pressure), ANGII, NE and 5-HT were used as evaluation
indicators to establish the model. Urinary metabolomics based on ultra-high performance liquid
chromatography coupled with quadruple time-of-flight mass spectrometry was used to characterize the
metabolic changes and potential biomarkers in modeled rats. Compared to the treatment group, 32
potential biomarkers were initially identified in the model using multivariate statistical analysis involving
11 metabolic pathways. After oral administration of Luozhen capsules, eight biomarkers that can be

adjusted in high, medium and low doses of Luozhen capsules in urine were preliminarily determined,
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Accepted 19th September 2019 mainly involving two metabolic pathways of amino acid metabolism and lipid metabolism. In conclusion,

this study explored the metabolomic changes in rats with hypertension of liver-fire hyperactivity
syndrome and the post-dose metabolomics, determined the relevant biomarker groups, and clarified the
metabonomic connotation of Luozhen capsules in the treatment of liver-fire excessive type hypertension.
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hypertension worldwide to 1.56 billion by 2025.** If its treat-
ment is not timely, long-term illness will lead to complications,

1. Introduction

Thas article 15 hcensed under a Creative Commeons Attnibution-NonCommercial 3.0 Unported Licence.

(c<)

Essential hypertension is one of the high risk factors for
cardiovascular and cerebrovascular diseases, such as heart
failure, myocardial infarction and stroke, and has become one
the main causes of global disease. With the increasing living
standards, high blood pressure is increasing. In 1975, the
number of patients with global essential hypertension was 590
million (prevalence rate was 14.5%). By 2015, it had grown to
1.13 billion (prevalence rate was 15.3%). The current growth
rate is expected to increase the number of patients with
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such as coronary heart disease, diabetes, heart failure, and
kidney disease, which will seriously affect human health and
life and result in a huge economic burden to families and
society.® In recent years, domestic and foreign scholars have
carried out in-depth research on the regulation mechanism of
the occurrence and development of hypertension, and it has
been found that there are many possible mechanisms for its
development. The mechanism of Western medical tradition is
the renin-angiotensin-aldosterone system (RAAS) and the
sympathetic nervous system (SNS). Two major systems are
involved in regulating the salt-water balance and cardiovascular
function disorders.” Some scholars have speculated that
hypertension may be a disease dominated by autoimmunity,
such as the immune regulation involved in macrophages.®**° In
addition, gene regulation, central nervous system dysfunction,
kidney damage, etc. are also mentioned. However, current
treatments aimed at limiting the effects of RAAS or SNS on
blood pressure have a high failure rate, and thus the clarifica-
tion of essential hypertension mechanisms must be a priority.
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In 2017, the American College of Cardiology and the American
Heart Association further emphasized the importance of
discovering the mechanisms of essential hypertension."
Chinese medicine believes that hypertension is a continuous
pathophysiological process. According to the pathological
characteristics of different stages, different syndromes are
distinguished, and thus the development of syndromes and
diseases can be integrated with each other. Presently, due to the
different clinical manifestations of hypertension, there are
different types of syndromes, which are generally divided into
four types: phlegm, yin and yang, yin deficiency and impotence,
and liver qi stagnation. Under certain environmental condi-
tions, these four syndromes can be transformed into each other.
In general, most are hepatic and turbid, which are converted to
yin and yang and yin deficiency. Among the four types of
syndromes, liver stagnation is a common syndrome of clinical
liver disease with the highest incidence. Therefore, the study of
this syndrome is of great significance for the prevention and
treatment of hypertension.”™**

Experimental teams have been working on metabolomics
research, which has now formed its own characteristics. The
doctor's disease is matched with the Chinese medicine
syndrome, and the syndrome type is classified. After the clas-
sification, the cause of the disease or the stage of the disease can
be more accurately explained. Wu et al. used UPLCQ-TOF-MS
combined with the pattern recognition method for urinary
metabolomics research to evaluate the changes in metabolic
profiles, identify biomarkers, and clarify that Guizhi Fuling
Wan (GFW) treats endometriosis of cold coagulation under the
premise of determining its effective treatment. The mechanism
of coagulation and blood stasis (ECB) laid the foundation for
further study of the pharmacodynamic mechanism of GFW.*®
Wang et al. established a model of kidney yin deficiency and
kidney yang deficiency. Based on the establishment of the
syndrome model, the small molecule metabolites in body fluids
were found to be used for similar metabolic profiles and
biomarkers.”” Biomarkers have gradually become the main
basis for accurate diagnosis, which is a bridge connecting basic
research and clinical diagnosis and treatment of precision
medicine. Based on this foundation, we continued to study the
classification of hypertensive liver disease. Firstly, we evaluated
the established hypertension model. On the premise of the
success of the model, metabolite changes in patients with
hypertension of excessive liver-fire syndrome were investigated,
relevant biomarkers were identified, and disturbed metabolic
pathways were discovered to speculate the pathogenesis of
hypertension. Urinary metabolomics technology was used to
evaluate the efficacy of Luozhen capsules in the treatment of
excessive liver-fire syndrome of hypertension and to find the
basis for its pharmacological substance.

2. Experimental
2.1. Reagents and materials

Distilled water was purchased from Watsons (Harbin, China).
Methanol and acetonitrile (HPLC grade) were obtained from
Merck (Darmstadt, Germany). Formic acid (HPLC grade) was
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purchased from Tianjin Kemiou Chemical Reagent Co., Ltd.
(Tianjin, China). NG-nitro-t-arginine methyl ester
purchased from Bailingwei Technology Co., Ltd. (Beijing,
China). Pentobarbital sodium powder was purchased from
Shanghai Chemical Reagent Purchasing and Supplying station,
China Pharmaceutical Group. (Shanghai, China). NaCl was
obtained from Macklin Biochemical Technology Co., Ltd.
(Shanghai, China). The Norepinephrine (NE) ELISA Kkit, 5-
hydroxytryptamine (5-HT) ELISA kit and the angiotensin (ANG
II) ELISA kit were made by R&D Systems (USA). Luozhen
capsules were provided by Wusulijiang Pharmaceutical Co., Ltd.
(Harbin, B20020220). Tianma Ganteng granules
purchased from Jiuzhitang Jinding Pharmaceutical (Chengdu,
China).

Aconite was derived from the roots of Aconitum carmichaelii
Debx, the dried ginger was a piece of the root of Zingiber offi-
cinale Rose, and the cinnamon was the dried bark of Cinna-
The above medicinal materials were

was

were

momum cassis Presl.
purchased from Beijing Tongrentang (Harbin, China), and were
certified by the teachers of the Chinese Medicine Identification
Laboratory of Heilongjiang University of Traditional Chinese
Medicine. All the herb specimens were kept in the laboratory at
Heilongjiang University of Traditional Chinese Medicine.

2.2. Solution preparation

2.2.1 Preparation of molding solution. The decoction
pieces of aconite, dried ginger and cinnamon (1:1:1) were
soaked in 10 times distilled water for 30 min, decocted twice,
30 min each time, twice. The decoction was concentrated in
a liquid containing 1 g mL™" of crude drug, and 1-NAME was
added as the model solution.

2.2.2 Preparation of administration solution. First, the
appropriate amount of Luozhen capsules was weighed, dis-
solved in distilled water, and sonicated for 15 min to obtain the
Luozhen capsule solution. The high, medium and low doses of
Luozhen capsules were four, two and one times the weight of
the human body (0.432 g kg™ d™*, 0.216 g kg™* d™ ', 0.108 g
kg™' d~', respectively). Secondly, the appropriate amount of
Tianma Gouteng granules was weighed and dissolved in
distilled water for 15 min to obtain a positive control solution.
The dose of the positive control drug Tianma Gouteng granules
was doubled (1.34 ¢ kg™ d™"). The dose administered was
calculated as the clinical dose taken by a person.

2.3. Modeling method

On the 1st to 28th day of the experiment, except for the K group,
the other 5 groups of rats were given the model solution by
intragastric administration, and 1% saline was freely consumed
for 28 consecutive days. On the 29th to 56th day of the experi-
ment, the M group was given distilled water by gavage, in group
Y, 1.34 g kg~ d" positive control drug solution was adminis-
tered by gavage, 0.432 g kg™ d™',0.216 g kg ' d ' and 0.108 g
kg™ d~! Luozhen capsule liquid were administered by intra-
gastric administration in H, Z and L groups, respectively, and
the K group was given distilled water daily for 56 days. The
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amount of gastric perfusion was performed per 100 ¢ mL " of
the body weight of the rats.

2.4. Experimental design

Sixty male Wistar rats weighing 200 g + 20 g were randomly
divided into six groups: control group (C, n = 10), model group
(M, n = 10), positive control group (Y, n = 10), Luozhen capsule
high, medium and low dose group (H, Z, and L, respectively, n =
10). On the 1st to 28th day of the experiment, except for the C
group, the other 5 groups of rats were modeled according to 2.3,
where on the 29th to 56th day of the experiment, the M group
was given distilled water by gavage and the Y group was given
1.34 g kg ' d " positive control drug by gavage. Groups H, M
and L were intragastrically administered with 0.432 g kg~ d ",
0.216 gkg " d ' and 0.108 gkg~" d" Luozhen capsules and the
C group was given distilled water daily for 56 days. The amount
of gastric perfusion was performed per 100 g mL™" of the body
weight of the rats. The experimental procedures were approved
by the Animal Care and Ethics Committee at Heilongjiang
University of Chinese Medicine and all experiments were per-
formed in accordance with the Declaration of Helsinki.

2.5. Determination of blood pressure

The blood pressure of the rats was measured every 7 days and
continuously recorded from day 0 to day 28 of modeling. The
instrument was preheated for 10 min before the measurement,
and the temperature of the heat pump was controlled at 36 °C to
36.5 °C. The rats were fixed with a fixture, measured 3 times,
and the average value was taken.

2.6. Serum sample collection and pretreatment

Serum samples were collected from the 6 groups of rats on the
56th day. All animals were fasted for 12 h before sampling with
free access to water, and intraperitoneally injected with 3%
sodium pentobarbital (2 mL kg ') for anesthesia. Blood
samples were collected from their hepatic portal vein for
30 min, and then centrifuged for 15 min at 4 and 4000 rpm, and
the supernatant was collected and stored at —80 °C.

2.7. Biochemical indicator detection

Serum biochemical indicators (5-HT, NE and ANG II) were
measured by spectrophotometry using a microplate reader
(PerkinElmer, Microplate Reader-2030, USA) according to the
operating manual of the enzymatic Kkits.

2.8. Metabonomics analysis

2.8.1 Conditions of chromatography and mass spectrom-
etry. A Waters ACQUITY UPLC System equipped with a binary
solvent delivery system was applied for chromatographic sepa-
ration analysis. An Acquity UPLCTM HSS T3 column (100 mm
x 2.1 mm, 1.7 pm) (Waters, USA) was applied for the analysis of
the samples. The conditions for UPLC were optimized,
including column temperature (40 °C), flow rate (0.40
mL min '), and mobile phase [(A) 0.1% (by volume) formic acid
in acetonitrile and (B) 0.1% (by volume) formic acid in
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acetonitrile water]. The gradient program for urine metabolism
was optimized as shown in Table S1.f

A Q-TOF analyzer, electron spray ionization system was
applied to collect mass spectrometry data, both in positive and
negative ion modes. The specific parameter settings were as
follows: positive ion mode mass spectrometry conditions:
capillary voltage: 2.6 kV; cone hole sampling voltage: 30 V; cone
hole extraction voltage: 3.0 V; desolvation gas temperature:
380 °C; and desolvation gas flow: 800 L h™'; and negative ion
mode mass spectrometry conditions: capillary voltage: 2.0 kV;
taper hole sampling voltage: 35 V; taper hole extraction voltage:
3.5 V; desolvation gas temperature: 380 °C; and desolvation gas
flow rate: 800 L h™'. Both positive and negative ion mode
scanning methods were full scan, and the quality data collec-
tion range was m/z 50-1500.

2.8.2 Data preprocessing and multivariate statistical anal-
ysis. QI and MarkerLynx (Waters, U.S.A.) were applied to analyze
the metabonomics data. The raw data was dropped in dimen-
sion by QI firstly. Then, principal component analysis (PCA) and
orthogonal partial least squares discriminate analysis (OPLSDA)
were successively applied to distinguish the sample metabolic
profiles and determine the difference in metabolites between
the different groups.

3. Results

3.1.
hypertension rat model

Evaluation of excessive liver-fire syndrome of

3.1.1 Determination of blood pressure. On the Oth day of
the blood pressure test, the blood pressure of each group was in
the range of 105-110 mmHg. On the 28th day of the experiment,
the blood pressure of the rats in group C was stable and they
exhibited normal growth. The blood pressure of the rats in
group M was always higher than that of the C group (P < 0.01),
with the average value increased to 131 mmHg from 109 mmHg,
and the results are shown in Fig. 1.

3.1.2 Biochemical features. After 28 days of modeling, the
levels of ANGII, NE and 5-HT in the serum of group M were
significantly increased compared with that of group C (P < 0.01),
and the results are shown in Fig. 2.

3.1.3 The changes of the urine metabolic profile and
biomarkers. On the 0th, 14th, and 28th day of the model, urine
was supplied with the test solution, and the urine data was ob-
tained according to the analysis conditions of 2.8.1. The peaks
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Fig.1 Blood pressure levels of the rats in each group (*P < 0.05, **P <
0.01, compared with the control group). K: control group and M:
model group.
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Fig.2 Biochemical indicators of the rats in each group (*P < 0.05, **P
< 0.01, compared with K group). K: control group, M: model group, A:
ANGII, B: NE, and C: 5-HT.

were matched, extracted, and normalized, and the ions were
normalized. Subsequently, unsupervised subjective analysis
(PCA) was applied to obtain a score plot that reflects the process
of the model change, as shown in Fig. 3. As can be seen, on the
14th and 28th day, the data contour gradually moved away from
the Oth day, and the 28th day showed complete separation, and
the metabolic change was the most significant. The 28th day
urine metabolic profile data was input into the Progenesis QI
software, and unsupervised subjective analysis (PCA) was per-
formed on all ions to obtain a score plot of the trend between
group K and group M. As can be seen from Fig. 4, on the 28th day
of modeling, group K and group M could be distinguished
clearly, revealing that the endogenous metabolic network of the
body changed significantly after the rat model was established.
To effectively find the endogenous markers that play a key role in
clustering, the Ezinfo software was used to supervise the
orthogonal partial least squares discriminant analysis (OPLS-DA)
on the 28th day for the K and M rats. The results are shown in
Fig. 5. S-plot and VIP-plot maps that directly reflect the key factors
affecting the metabolic profile changes were obtained, as shown
in Fig. 6 and 7. In the S-plot, the further the ion is from the origin,
which contributes to the change in the metabolic profile, the
more likely it is to be a potential biomarker. In the VIP scatter
plot, the ion fragments are arranged in a V-shape, and the bottom
ion (small VIP value) contributes less to the change in the
metabolic contour trajectory and the top ion (large VIP value)
contributes a large amount to the change in the metabolic
contour trajectory. A scatter with a VIP value greater than 1 for
a metabolic profile change was selected, a T" test value between
the groups was selected, and a P value of less than 0.05 was
selected as the screening condition for a set of potential
biomarkers. The RT and m/z of important metabolite ions were
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Fig. 3 Score plot of rat urine during PCH establishment of the
hypertensive model (PCA analysis). A: positive ion mode and B:
negative ion mode.
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Fig. 4 Liver-fire type hypertensive model established on the 28th day,
rat urine metabolism score plot (PCA analysis). A: positive ion mode
and B: negative ion mode.

locked, and the m/z was extracted from the BPI total ion flow
chart (Fig. 8 and 9) to analyze the elemental composition, and the
possible chemical formula was obtained. Based on the possible
chemical formula and accurate mass and secondary mass spec-
trometry data, the HMDB and MetaboAnalyst websites were
searched to match the mass spectrometry information and the
attributes of the metabolites. The MassFragment module in the
MassLynx software was used to determine the c¢ hypertension-
related metabolites. Thirty-two potential biomarkers were
initially identified, as shown in Table S2.1 The information on
the secondary ion fragments of the 32 compounds is shown in
Table S3.7 The changes in the content of each biomarker in
groups M and K are shown in Fig. 10.

3.1.4 Metabolic pathway analysis of potential biomarkers
in urine. The biomarkers of the identified 32 models of hepatic
fire-fed hypertensive models were analyzed by MetPA, and 11
metabolic pathways (Table S4,1 Fig. 11 and 12) were disturbed,
including phenylalanine, tyrosine and tryptophan biosynthesis,
tyrosine metabolism, phenylalanine metabolism, tryptophan
metabolism, ubiquinone and other terpenoid-quinone biosyn-
thesis, pentose and glucuronate interconversions, starch and
sucrose metabolism, vitamin B6 metabolism, histidine metab-
olism, lysine degradation, and aminoacyl-tRNA biosynthesis.
The results indicate that these endogenous metabolites have
a strong perturbation throughout the metabolic trajectory and
are closely related to the liver-fire type hypertensive model.

3.2. Pharmacological effect of Luozhen capsule

3.2.1 Determination of blood pressure. Compared with
group K, the blood pressure of the other five groups increased
significantly on the 28th day (P < 0.01), and compared with
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Fig. 5 Liver-fire type hypertensive model established on the 28th day
of rat urine metabolism score plot (OPLS-DA analysis). A: positive ion
mode and B: negative ion mode.
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Fig. 6 S-plot map of urine metabolism profile of the rats in the positive and negative ion mode on the 28th day of the liver-fire type hypertensive
rat model (OPLS-DA analysis). A: positive ion mode and B: negative ion mode.

group M, the blood pressure of groups Y and Z decreased (P <
0.05), while that of group H decreased significantly (P < 0.01).
This shows that group H effectively inhibited the development
of hypertension in the hyperactivity of the liver-fire model rats;
group Y and group Z also have a certain effect, but the effect is
not obvious; and group L basically does not have a therapeutic
effect on the disease, the results are shown in Fig. 13.

3.2.2 Biochemical features. Compared with group K, the
serum levels of ANGII, NE and 5-HT in group M increased (P <
0.05). Compared with group M, the serum levels of ANGII, NE and
5-HT in group H were significantly reduced (P < 0.01). The results
showed that group H group significantly improved the hyper-
tension of the liver-fire model rats, and groups H, L and Y had
almost no therapeutic effect, and the results are shown in Fig. 14.

3.3. Metabolomics study

3.3.1 Changes in urinary metabolomic profile after oral
administration of Luozhen capsule. Visual analysis showed that
the urine samples of the different groups were slightly different,
as shown in Fig. 15 and 16. Specifically, 6 groups of samples
were analyzed for intra-group clustering and inter-group sepa-
ration, and groups K group and M group were clearly distin-
guished, indicating that after modeling, the endogenous
metabolites in the urine of the rats were significantly disturbed.
Also, the H group clustered and the vector position approached
the K group, indicating that the high dose of oral Luozhen
capsule improved the liver-fire hypertensive model rats, as
shown in Fig. 17.
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Fig. 8 Liver BPI of the rats in positive ion mode on the 28th day
established by the model of high blood pressure. A: model group and
B: control group.

3.3.2 Potential biomarkers in urine after oral administra-
tion of Luozhen capsules. The potential biomarkers in the
model group were used as a reference, and the changes in the
biomarkers with different doses of Luozhen capsules were
analyzed. The results showed that oral Luozhen capsules could
make the potential biomarker content of the rat models match
that of group K. The 32 potential biomarkers of urine identified
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Fig. 7 Urine metabolism profile of the rats in the positive and negative ion mode on the 28th day of the liver-fire type hypertensive rat model

(OPLS-DA analysis). A: positive ion mode and B: negative ion mode.
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Fig.9 Liver BPI of the rats in the negative ion mode established on the
28th day of the liver-fire hypertensive model. A: model group and B:
control group.

in the second chapter were studied. After oral administration of
Tianma Gouteng granules and Luozhen capsules, there was
a trend of reversal. Among them, 12 of group Y disappeared and
18 of group H disappeared. In group Z, 10 of them disappeared
and in group L, 9 of them disappeared. Also, 8 markers were
found that could be adjusted in three doses of Luozhen
capsules, 1-methylhistidine, 2-hydroxyphenethylamine, phe-
nylacetaldehyde, pipecolic acid, dopaquinone, i-tyrosine, N-
acetylarylamine, and 4-hydroxyphenylpyruvic acid, as shown in
Fig. 18.

4. Discussion

Metabolomics originated in the 1990s, and is now a mainstream
subject of biological systems for the analysis of metabolites.*® It
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Fig. 11 Main metabolic pathways of potential biomarkers in liver-fire
type hypertension. (1) Ubiquinone and other steroidal biosynthesis; (2)
vitamin B6 metabolism; (3) phenylalanine, tyrosine and tryptophan
biosynthesis; (4) tyrosine metabolism; (5) pentose and glucuronic acid
conversion; (6) phenylalanine metabolism; (7) starch and sucrose
metabolism; (8) histidine metabolism; (9) lysine degradation; (10)
tryptophan metabolism; and (11) aminoacyl-tRNA biosynthesis.

is mainly used to study the types and quantitative changes of
small molecule compounds of substrates or products of various
metabolic pathways.” Metabolomics can skip the biological
regulation and directly analyze metabolites, and can be used to
study the changed genes and proteins without the need for
whole-genome detection and database establishment, fully
exerting its versatility in the metabolic process.”® To provide
further information on disease treatment targets, metabolic
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Fig. 10 Changes in the urine content of potential biomarkers for liver-fire type hypertension (compared with the control group, *P < 0.05, **P <

0.01).
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Fig. 12 Network diagram of the potential biomarkers associated with

levels and changes in biological phenotypes are directly corre-
lated, and then biomarkers are screened to reveal the metabolic
mechanisms of the disease.”* Nowadays, metabolomics is
great significance in the screening of models, the exploration of
mechanisms and syndromes, and the clarification of related
disease relationships.>® To improve the metabolomics platform,
it should be further developed in the direction of high-
throughput, high-sensitivity, high-resolution and multi-
dimensional technology.> Wang et al. studied the protective
effect of Yinchenhao decoction on liver injury in rats. It was
found that the metabolome of rats with liver injury had
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Fig. 13 Effect of Luozhen capsules on the blood pressure of rats with

the liver-fire hypertensive model rats based on the KEGG network.

significant changes compared with the normal group. After the
intervention of Yinchenhao decoction, the metabolic group of
liver injury gradually returned to a level close to normal,
showing a trend of callback, giving a new explanation for the
prevention and treatment of liver damage by classical
prescriptions from the perspective of drug metabolomics.”® Yu
et al. used urinary metabolomics based on ultra-high perfor-
mance liquid chromatography coupled with quadruple time-of-
flight mass spectrometry for delineating the metabolic changes
and potential early biomarkers in APPswe/PS1dE9 (APP/PS1)
transgenic mice. It was shown that 24 differential metabolites

28d 35d 42d 49d 56d

liver-fire type hypertensive model (*P < 0.05, **P < 0.01, compared with

group K; #P < 0.05, ##p < 0.01, compared with the Model); K: control group; M: model group; Y: positive group; L: LZC low-dose group; Z: LZC

medium-dose group; and H: LZC high-dose group.

This journal is © The Royal Society of Chemistry 2019

RSC Adv., 2019, 9, 32141-32153 | 32147



RSC Advances
~
E 02 A #
= *
£ 015 ¢ #
G 01
Z
0 T T T T T
K M ¥ L 7 H
02 - B " #
~ #
£ 0.15 -
E
- 01 41
z
0.05 -
0 S T T T T T
K M g’ L z H
03 - C #
~ *
E 0.25 - #
oo 0.2 A
~ 015 -
-
T 01
[T5]
0.05 -
0 = T T T T T
K M Y L VA H

Fig. 14 Effect of Luozhen capsules on the clinical biochemical
parameters of rats with liver-fire type hypertensive model (*P < 0.05,
**P < 0.01 compared with the control; #P < 0.05, #¥P < 0.01, compared
with the Model). K: control group; M: model group; Y: positive control
group; L: LZC low dose group; Z: LZC medium dose group; and H: LZC
high dose group. A: ANGII; B: NE; and C: 5-HT.

were identified in the transgenic mice, which can serve as
potential biomarkers for Alzheimer's disease, involving the two
most relevant metabolic pathways for NO production pathway
and metabolism of monoaminergic neurotransmitters.”®
Through the comprehensive performance of all the metabolites
of graduate students, the model was evaluated, and the overall
function and mechanism of Chinese medicine and its combi-
nation could be interpreted. As an effective way to evaluate the
effect of traditional Chinese medicine, metabolomics can
comprehensively reveal a series of biochemical changes in
biological systems during the treatment of Chinese medicine
and complex diseases. Thus, it is possible to evaluate the
pharmacodynamic effects and the material basis and mecha-
nism of action for discovering the effects of drugs.

Traditional Chinese medicine uses a unique holistic, dia-
lectical, and macroscopic scientific theory system to diagnose
diseases, but it lacks the modern scientific interpretation of its
mechanism. Metabolomics studies the endogenous substances
produced by the external environment. The overall response,
which encompasses the entire body response, is a perfect match

32148 | RSC Adv., 2019, 9, 32141-32153
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Fig. 15 In positive ion mode, after oral administration of Luozhen

capsules, urine BPI map of the 56th day with hypertensive model rat of
excessive liver-fire syndrome. A: control group; B: model group; C:
positive control group; D: low dose group; E: medium dose group; and
F: high dose group.

with traditional Chinese medicine.”” The role of traditional
Chinese medicine is to pay attention to the overall integrity,
multi-component, multi-target, level and network complexity.
Metabolomics comprehensively grasps the characteristics of
traditional Chinese medicine, and determines the concentra-
tion and composition of related metabolites caused by tradi-
tional Chinese medicine through the latest technical analysis
methods. The above changes, in turn, analyze the changes in
related protein and gene expression, and clarify the mechanism
of action of Chinese medicine at a higher level.”® Li F. et al.*®
used UPLC-MS technology to study the chemical constituents
and in vivo ingredients of Epimedium. The results showed that
Asarum C. and icariin are the main medicinal ingredients in
Epimedium. Gu Y. et al.*® used berberine in the metabolomics
analysis of type-1 diabetes, and concluded that berberine can
significantly down-regulate the level of free fatty acids.

In Luozhen capsules, the main component of action is the
extract of Apocynum venetum leaves, which reduces blood and
urine nitrogen levels, promotes NO release®! and affects K" and
Na' channels.®® Thus it exerts its antihypertensive effect by
dilating the blood vessels in the endothelium in a concentra-
tion-dependent manner.*® Astragaloside and gamma-
aminobutyric acid in the Astragalus component may act to
reduce blood pressure by expanding blood vessels.**?® Salvia
miltiorrhiza contains the main antihypertensive component of
danshensu, which enhances the expression and production of

This journal is © The Royal Society of Chemistry 2019



Paper

1: TOF MS ES-
BPI

A 0.66 6.85
100+ 4 43:212.0020 8 _ 727 1 o
201.0218 1.16e4
o] 5950 ’L\ h n HI0BT 535 1034
RE ' ALY N e
2.00 4.00 6.00 8.00 10.00
1: TOF MS ES-
5.01 6.86 BPI
1004 123 o 6.87 9.15 5
ot 16770183 24*2 0122 \ 201.0207 k_201 211 g% 1039 1.75€e4
od_nml e I1 J\ ~..J [ ‘Jl i J\ i = i
L L | """"""""""" | BRI R P EIE
2.00 4 00 6.00 8.00 10.00
1: TOF MS ES-
’ _ 684 BPI
100 3.62:172.9893 5.00:242.0114 201.0197  8.99 2.69e4
=] 141.1268
hE A
2.00 4.00 6.00 8.00 10.00
1: TOF MS ES-
D ;cs 6.87:201.0222 7.85 BPI
' 058;124.0062 - =
1007 7 3291588 1086 9.56€3
SiE 100.9327
0_
2.00 4.00 6.00 8.00 10.00
1: TOF MS ES-
54T _ BPI
10\0e- 16;,3398 349 1117 5,851201,0202 786 o 3.02e4
i By 3294591 qe0.930
2.00 4.00 6.00 8.00 10.00
. 1: TOF MS ES-
. 785 __ 787 BPI
10;' 124 S ] 209 1576 l329.1590 g5 402e4
< TTIO N  DO -
2.00 4.00 6.00 8.00 10.00
Fig. 16 In negative ion mode, after oral administration of Luozhen

capsules, urine BPI map of the 56th day of liver-fire hypertensive rats.
A: control group; B: model group; C: positive control group; D: low
dose group; E: medium dose group; and F: high dose group.

cyclooxygenase-2 and prostacyclin in endothelial cells,*”
opening a part of K channels, and thus inhibiting the influx of
Ca®" in vascular smooth muscle cells. This allows vasodilation
to improve hypertension.*® Ligustilide, a compound of benzo-
quinone, can relieve myocardial hypertrophy caused by AnglII in

a dose-dependent manner, reduce the expression of Bcl-2, p53

RSC Advances

(elevation)** in serum. In liver and blood pressure reduction
[340], curcumin in turmeric inhibits the release of pro-
inflammatory factors by regulating nuclear factor-«xB, and
finally plays an anti-inflammatory and hepatoprotective role.*?
The orange cassia in Cassia is one of the main active ingredients
in cassia seed, which can cause vasodilation in a dose-
dependent manner to achieve an antihypertensive therapeutic
effect. The volatile oil in the pine is the main component for the
reduction of blood pressure. On the one hand, it can induce
endothelium-dependent relaxation and relaxation by regulating
acetylcholine (Ach), thereby promoting the release of nitric
oxide (NO) from endothelial cells; on the other hand, it also can
directly increase the level of Ca®" in cells to promote the release
of NO.***

In this study, aconite, dried ginger and cinnamon extracts
were combined with 1-NAME to establish a liver-fire type
hypertensive rat model. The model was evaluated by blood
pressure and clinical biochemical indicators. The blood pres-
sure results showed that the blood pressure of the model rats
increased significantly beyond the normal range. The results of
clinical biochemical indicators showed that the serum levels of
ANGII, NE and 5-HT in the model group increased substantially.
The above results prove that this model was successfully
established. The UPLC-MS technique was used to analyze the
difference in urine metabolism profiles between the rats with
the hypertensive model of hyperactivity of liver-fire and the
control group by means of metabolomics. It can be seen that the
model group and the control group were clearly clustered,
according to metabolomics. The metabolic network and
pathway have previously been established for the search for
potential drug targets in disease treatment.*° Disease-related
biomarkers were identified and identified by searching
HMDB, KEGG, MetPA and other databases, including galac-
tonic acid, 3-keto-B-p-galactose, N-acetylgalactosamine 4-
sulphate, 1-methylhistidine, 2-hydroxyphenethylamine, phe-
nylacetaldehyde, 2,3-diketo--gulonate, 2'-O-methyladenosine,

and Bax, and relieve blood pressure by relaxing blood vessels.*® 4-butanoate, tyramine glucuronide, adenosine 2/, 3'-cyclic
The main chemical component of paeony, paeoniflorin, is phosphate, 4-pyridoxolactone, guanosine 2', 3'-cyclic phos-
defined by controlling the activity of the liver and regulating the ~ phate, pipecolic acid, glycyl-i-leucine, pyridoxal, formyl-5-
concentration of endothelin (reduced)* and nitric oxide hydroxykynurenamine, 3-(3,4-dihydroxyphenyl) lactic acid,
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Fig. 17 Score plot of urine metabolism profile on day 56 of hypertensive rats after oral administration of Luozhen capsules (PCA analysis). A:

positive ion mode and B: negative ion mode.
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Fig. 18 Changes in the relative urine content of biomarkers in liver-burning hypertensive patients after oral administration of Luozhen capsules
(*P < 0.05, **P < 0.01 compared with blanks; #P < 0.05, ##P < 0.01, compared with the model) K: control group; M: model group; Y: positive
group; L: LZC low dose group; Z: LZC medium dose group; and H: LZC high dose group.

dopaquinone, 3-methoxy-4-hydroxyphenylglycol aldehyde, beta-

tyrosine, L-tyrosine, 3,4-dihydroxy-trans-cinnamate, homo-
vanillin, p-phenyllactic acid, N-acetylarylamine, 4-hydrox-
yphenylpyruvic  acid, leucodopachrome, 2-hydroxy-3-(4-

hydroxyphenyl) propenoic acid, and phenyllactic acid and 32
potential endogenous biomarkers such as indolelactic acid, and
3-dehydro-i-gulonate. Bioinformatics methods were used to
analyze and determine the major metabolic pathways involved,
including phenylalanine, tyrosine and tryptophan biosynthesis,
tyrosine metabolism, phenylalanine metabolism, tryptophan
metabolism, ubiquinone and other terpenoid-quinone biosyn-
thesis, pentose and glucuronate interconversions, starch and
sucrose metabolism, vitamin B6 metabolism, histidine metab-
olism, lysine degradation, and aminoacyl-tRNA biosynthesis.
Furthermore, using the liver-fire hypertensive model and
Luozhen capsules as experimental subjects, the endogenous
biomarkers of the model rats were analyzed. After oral admin-
istration of different doses of Luozhen capsules in the model
rats, it can be seen from the physiological and biochemical
indexes of the model rats that large doses significantly
improved hypertension in excessive liver-fire syndrome. It was
found that oral Luozhen capsules can affect the potential
biomarkers of the model, which can be adjusted back to that of
the blank group. In the urine samples, eight biomarkers were
initially identified to be called back in high, medium and low
doses of Luozhen capsules, including 1-methylhistidine, 2-
hydroxyphenethylamine, phenylacetaldehyde, pipecolic acid,
dopaquinone, i-tyrosine, N-acetylarylamine, and 4-hydrox-
yphenylpyruvic acid. By tracking the biomarkers in the urine
samples, it is highly speculated that the main metabolic
pathway regulated by Luozhen capsules is amino acid metabo-
lism. The mechanism of hypertension is mainly an important
regulation of vasomotor nerves. Sensory nerves release a variety

32150 | RSC Adv., 2019, 9, 32141-32153

of vasoactive neuropeptides, of which calcitonin gene-related
peptide (CGRP) is an important neurotransmitter of capsaicin-
sensitive sensory nerves and is widely distributed in the
central, peripheral and other systems. It consists of 37 amino
acids, and is the strongest vasodilator known to have the effect
of lowering blood pressure, lowering peripheral resistance,
renal artery relaxation, and a significant increase in renal blood
flow. 4-Hydroxyphenylpyruvic acid is a metabolic intermediate
of phenylalanine. The side chain of phenylalanine is hydroxyl-
ated to tyrosine by phenylalanine hydroxylase. Tyrosine is in
turn converted to 4-hydroxyphenylpyruvate by tyrosine trans-
aminase. Tyrosine is an essential amino acid that can relieve
stress and has a good therapeutic effect on depression, anxiety,
and allergic headaches. Related literature shows that tyrosine
has identified biomarkers for essential hypertension. More
tyrosine and methionine are needed during sympathetic acti-
vation, which may be an important mechanism for EH. Next,
our task is to continue the study of blood metabolomics, and
the metabolic data of urine and blood together to determine the
endogenous biomarkers of the liver-fire hypertensive syndrome
and the affected metabolic pathways.

5. Conclusion

Hypertension with hyperactivity of liver-fire is a life-long illness
that tends to occur in younger people. Since this disease needs
life-long treatment, it causes great inconvenience to life and
work. Cardiovascular diseases caused by hyperactivity of liver-
fire result in the death of humans. The etiology of the disease
is complex, meanwhile its occurrence and development are
affected by many factors, which lead to vasoconstriction, injury,
remodeling and continuous increase in blood pressure.
Compared with the control group, 32 variables were found in

This journal is © The Royal Society of Chemistry 2019
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the model rat, which could be used as potential of the disease
and involved 11 metabolic pathways. After taking Luozhen
capsules orally, 8 of the 32 biomarkers changed, leading to the
preliminary speculation of amino acid metabolism. The next
step will focus on the above biomarkers and metabolic path-
ways for targeted research in order to clarify the mechanism
with hypertension of hyperactivity liver-fire type and relate it to
essential hypertension to provide a theoretical basis. This lays
a foundation for discovering the pharmacodynamic substance
basis of Luozhen capsules in the treatment of this sickness, and
hopes to make achievements in the field of new drug research
and development.
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